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Prussian Blue Iron Stain Kit(With Neutral Red)

Cat: G1420
Size: 2x50mL/2x100mL
Storage: RT, avoid light, valid for | year.

Kit Components

Reagent 2x50mL 2x100mL Storage
Reagent(A): Al: Perls Stain A 25mL 50mL RT, avoid light
Perls Stain A2: Perls Stain B 25mL 50mL RT
Before use, mix equal parts of Al and A2 to form Perls Stain. It is not suitable to prepare in advance.
Reagent(B): Neutral Red Solution | 50mL | 100mL | RT, avoid light

Introduction

Hemosiderin is a hemoglobin derived pigment, which is golden yellow or brownish yellow particles. Because
it contains iron and golden yellow, it is called hemosiderin. When the red blood cells are engulfed by macrophages,
under the action of lysosomal enzymes, hemoglobin is broken down into iron free orange blood and
iron-containing hemosiderin.

Perls Prussian blue reaction, also known as hemosiderin staining, can produce blue after being treated with
potassium ferrocyanide and dilute acid, which is common in the interstitium of phagocytes, mainly showing ferric
iron salts. Perls Prussian blue reaction is a very classical histochemical reaction, which is a sensitive and
traditional excellent method to display the ferric iron in tissues. Its dyeing principle is: potassium ferrocyanide
solution separates the ferric iron from the protein by dilute hydrochloric acid, and the ferric iron reacts with
potassium ferrocyanide to form an insoluble blue compound named Prussian blue. Ferrocyanide of ferric iron is a
very stable compound, which can be re-dyed with red dye after reaction, such as nuclear fast red, eosin, neutral
red, etc.

Perls Stain is often used to display various hemorrhagic lesions in local tissues, and it is common in
phagocytes. Perls reaction can be used to determine the deposition of hemosiderin, and this staining method can
distinguish hemosiderin from other pigments. The dyeing solution has good stability, can be preserved for a long
time, is not easy to produce precipitation, has a wide range of applications, and can be used for re-dyeing.

Self Provided Materials

10% netural formalin fixative, Series of ethanol, Distilled water, 4% paraformaldehyde

Protocol(for reference only)
(—) For paraffin section staining
Fix the tissue in 10% netural formalin fixative, dehydrate and embed.
Cut section in 4um thick and dewax to distilled water.Rinse in distilled water for Imin.
Soak the section in Perls Stain(see note 4) and stain for 15-30min. Rinse fully in distilled water for 2-5min.
Light staining the nucleus with Neutral Red Solution for 15-30s.Rinse in tap water for 1-5s.
. Conventionally dehyarate and transparent, seal with resinene.
(Z) For frozen section staining
1. Without dewaxing, rinse directly and quickly with distilled water for 2-3min.
2.  Follow the other steps as paraffin sections.
(=) For cultured cell staining
1. Fix in 4% paraformaldehyde for 10-20min.
2. Rinse in tap water twice for each time 2min.
3. The steps of Staining, dehydration, transparency and sealing are the same as the steps of paraffin section. The
time should be shortened accordingly.

Result

L R

Hemosiderin or Ferric Iron Blue
Nucleus and other Tissues Red

Negative Control
Take the same adjacent section and dewax to water. After incubation in 5% oxalic acid for 2-6h, the
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procedure is the same as above. The result should be negative.

Note

1. Section dewaxing should be as clean as possible.

2. 10% neutral formalin is often used for tissue fixation. After long-term fixation with common formalin, tissue
will be damaged. Avoid the use of acid fixatives, chromate treatment will also hinder the preservation of iron.

3. During the whole operation process, the container should be clean and avoid the use of metal iron products.
When washing sections and containers, distilled water is suitable, because ordinary water contains iron.

4. When dyeing with Perls Stain, the time should be adjusted according to the sample situation.

5. All sections should use the same positive control section, so it is very important to select the appropriate
control. Autopsy lung tissue is a good control, containing a considerable number of iron positive
macrophages (heart failure cells).

6. Series of ethanol should be replaced frequently.

7. For the staining of frozen section and cell, should explore the experimental conditions according to the
specific conditions.

8. For your health and safety, please wear the experimental clothes and disposable gloves.
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